Steps 1 to 3 of the protocol for this adsorption experiment was as follows:
1. Peptide solutions of 1 µM were prepared in Protein LoBind tubes by adding 2.2 µL 100 µM peptide stock solution to 217.8 µL buffer to a final volume of 220 µL.
2. Immediately after addition of peptide, the solutions were vigorously vortexed for a few seconds and then incubated for 1 h. After this incubation time, 200 µL of each of the solutions was aspirated into a pipette tip and kept in the pipette tip for ∼ 5 s. Then, each of the 200 µL solutions in the pipette tips were deposited back into the same Protein LoBind tube from which they were aspirated. Pipetting manipulations were repeated 1-4 times for each solution using new pipette tips for each manipulation.
3. After the last pipetting manipulation, the 200 µL solutions in the pipette tips were not deposited back into the Protein LoBind tubes but instead into limited volume inserts in HPLC autosampler vials.
The rest of the protocol was identical to the general sample preparation protocol for the adsorption experiments, described in the main article.
Results
The figure in the present document shows that the percentage of recovered peptide only decreases weakly as a function of the number of pipetting manipulations. Thus, we conclude that in our experimental setup aspiration of 200 µL peptide solutions into the pipette tips only entails a negligible loss of peptide due to adsorption on the pipette tips. Consequently, the loss of peptide in the adsorption experiments presented in the main article must be due to adsorption of peptide to the walls of the sample containers used in the adsorption experiments. It should be emphasized that the conclusion that peptide adsorption on pipette tips is low should not be generalized, that is, our results only show that adsorption on pipette tips is low in our specific experimental setup. Our results do not guarantee that adsorption on pipette tips will not be high with other peptides and/or with other types of pipette tips and/or under other experimental conditions.
